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Monday, February 4, 2013 343aHere we use a non-invasive method to measure the metabolic phenotype of sin-
gle colon cancer cells in vivo. By using NADH as optical biomarker and the
phasor approach to Fluorescence Lifetime microscopy (FLIM) we identify can-
cer metabolism related to different rates of glycolysis, cell growth and prolif-
eration of cells. We perform label-free Phasor FLIM on living and actively-
perfused xenograft tumors. Colon cancer cells are injected subcutaneously
into immune deficient (NSG) mice and tumors are allowed to grow for three
weeks. The tumor vasculature is labeled by injecting TRITC Dextran into
the tail vein and xenografts are exposed via a skin flap, still perfused by their
feeder vessels.
FLIM distinguishes collagen fibers, the tumor stroma, adipocytes, blood vessels
and single cancer cells within the living tumor. By measuring NADH lifetime,
we quantify the relative concentration of free and bound NADH in single can-
cer cells, which reflects the cellular redox NADH/NADþ ratio and balance of
oxidative phosphorylation and glycolysis. We investigate the tumor microenvi-
ronment by characterizing the distribution of the metabolic fingerprint of single
colon cancer cells and by mapping the three-dimensional metabolic heteroge-
neity of the tumor at different distances from blood vessels.
Our method permits a non invasive measurement of single cancer cell metab-
olism in a living intact tumor microenvironment. It allows monitoring of spatial
and temporal dynamic changes of tumor metabolism upon different physiolog-
ical conditions such as blood flow, tissue oxygenation levels, nutrient availabil-
ity and drug delivery.
Work supported by NIH-P41 P41-RRO3155, P50-GM076516, NIH RO1,
HD49488, NIH PO1 HD47675.
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Hypertension only exists in living animals. Administration of Angiotensin II
(Ang II) to animals increases blood pressure. One of the major effects of
Ang II is to cause vasoconstriction via directly activating the Ang II type-1 re-
ceptor (AT1R) in blood vessels. The aim of this study is to determine whether or
not chronic Ang II infusion evokes conduit arterial constriction in vivo, and if
so what the underlying mechanisms are. Ang II (400 ng/kg/min) or vehicle (sa-
line) was continuously infused for 2 weeks by subcutaneously implanted os-
motic mini-pumps in exogenous myosin light chain kinase FRET biosensor
mice. Blood pressure, measured with an intra-carotid artery catheter under iso-
flurane anesthesia, was significantly elevated in Ang II-infused mice. Mid-thigh
femoral arteries were slightly dissected and superfused with physiological sa-
line solution. Simultaneous in vivo arterial diameter and quantitative cytoplas-
mic [Ca2þ] in smooth muscle cells within intact arteries were measured. Under
resting condition, femoral arteries from Ang II-infused mice exhibited signifi-
cantly increased basal tone and cytoplasmic [Ca2þ]. Local application, in the
superfusion solution, of phentolamine (1 mM), a non-selective a adrenoceptor
antagonist, and prazosin (100 nM), a selective a1 adrenoceptor antagonist,
caused significantly more relaxation and [Ca2þ] reduction in Ang II than in ve-
hicle group. Dose-dependent vasoconstriction induced by an a adrenoceptor
agonist, phenylephrine, however, was similar, suggesting a lack of expression
or sensitivity change of the local adrenoceptor. In contrast, acute Ang II-
induced vasoconstriction was reduced in chronic Ang II-infused mice, suggest-
ing a possible down-regulation of AT1R. These results indicate that, in chronic
Ang II-infused mice, albeit the reduced acute vasoconstrictor response to Ang
II, there is an increased sympathetic adrenergic tone of femoral arteries, which
correlates with blood pressure elevation. (AHA SDG0735461N, NIH R01
HL107654).
EPR Spectroscopy
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The physical and material properties of chromatin appear to influence gene ex-
pression by altering the accessibility of proteins to the DNA. The fundamental
unit of chromatin, the nucleosome, consists of DNAwrapped around a core his-
tone octamer protein. The tails of the histone proteins are flexible domains that
are thought to play a role in regulating DNA accessibility and compaction;
however the molecular mechanisms for these are not understood. using SiteDirected Spin Labeling and Electron Paramagnetic Resonance (CW-EPR),
we probe the dynamics of the histone tails within chromatin. The goal of this
study is to further understand the function of histone tails and the part they
play in gene regulation.
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The p53 response elements (RE) are a family of DNAs that are specifically rec-
ognized by the tumor suppressor protein p53. Binding of p53 to REs leads to
transcription activation or suppression of a diverse set of genes that regulate
a number of key biological processes. The molecular basis of p53-RE interac-
tion has been a topic of intensive studies, however, it remains unclear how this
one p53 protein can specifically recognize a large number of DNA targets in
order to elicit diverse functions. As sequence dependent properties of DNAs
are a key determinant in protein-DNA interaction, information on local struc-
ture and dynamic features in p53 RE is important in deciphering p53-RE
recognition. Towards this goal, we report results on probing p53-RE using
site-directed spin labeling, where a site-specifically attached nitroxide radical
is monitored to obtain structural and dynamic information of the parent macro-
molecule. A nucleotide-independent labeling scheme is used to scan the nitro-
xide along RE sequences, and continuous-wave electron paramagnetic
resonance spectroscopy is used to monitor the rotational motion of the nitro-
xide, which encodes DNA structural and dynamic properties at the labeling
site. Spectral variations have been observed, with analyses of which reveals
sequence-specific local environment within the RE. This will aid in understand-
ing p53 recognition of target DNAs.
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The development of EPR site-directed spin-labeling (SDSL) techniques has
provided a powerful avenue for the study of membrane protein structure and
dynamics. One of the advantages of EPR is the ability to obtain distance and
dynamic information about particular protein regions. The accuracy of this
information is highly dependent on the spin-label that is used. Labels with
less inherent mobility are better reporters of protein backbone dynamics and
give more sharply defined distance parameters. TOAC is a commonly used
rigid spin-label that can be integrated into the protein backbone as an amino
acid analog. However, its current use is limited to the study of small peptides
that can be only generated synthetically (solid-phase peptide synthesis). A new
biochemical approach for incorporation of non-natural amino acids during
translation using a synthetically loaded amber suppressor tRNA has success-
fully generated TOAC-labeled protein but not in sufficient yields for EPR
studies. Here, we describe the use of an amber codon suppressor tRNA
and a continuous exchange cell-free (CECF) expression system for in vitro
translation of a small thylakoid membrane protein, Tha4, containing site-
specific integration of TOAC. Further, we demonstrate successful incorpora-
tion of the TOAC-containing Tha4 into liposomes by supplying POPC vesicles
during the translation reaction. By combining new techniques in suppressor
tRNA and continuous exchange cell-free (CECF) translation, we have
developed a method for translation of full length proteins with site-directed
insertion of non-natural amino acid spin labels in yields applicable to
CW-EPR experiments.
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A novel approach is being developed to probe the secondary structure of mem-
brane proteins and peptides qualitatively utilizing the three-pulse Electron
Spin Echo Envelope Modulation (ESEEM) pulse sequence. The a-helical
M2delta subunit of the acetylcholine receptor incorporated into phospholipids
bicelles has been used as a model peptide. In order to demonstrate the practi-
cality of this method, a cysteine mutated nitroxide spin label is positioned 1, 2,
3 and 4 residues away from two types of deuterated Leu side chains (denoted
iþ1 to iþ4).
The characteristic periodicity of the a-helical structure gives rise to a unique
pattern in the ESEEM spectra. So far, this method has been successful with
2H-labeled Val and Leu. The deuterium modulation depth is significantly
344a Monday, February 4, 2013enhanced with 2H-labeled Leu, due to the longer side chain of Leu when com-
pared to Val. Furthermore, 2H-labeled Ala can also be used with this technique.
This ESSEM secondary structural approach can be used with different deuter-
ated amino acids and provide pertinent qualitative structural information on
membrane proteins in a short period of time with small amounts of sample.
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Using spin labeling for studying protein macromolecules may reveal their sig-
nificant dynamical and structural properties. EPR spectrum contains informa-
tion about protein dynamics and internal motions, but, unfortunately, these
are extremely versatile, and spectrum present only ‘digest’ of it. There is is
an attractive way of joining Molecular Dynamics (MD) simulation with
EPR. MD provides detailed system dynamics, and number of attempts has
been made to calculate spectra directly from trajectory data. Still there is no
currently reliable algorithm developed to date for this purpose.
In this work, the study of complex formation between RNAse Barnase (Bn) and
its specific inhibitor Barstar (Bs), is presented. High affinity of Bs to Bn, this
protein pair is promising for creating large superstructures with controllable
properties. Mutant C40A barstar labeled by C82 with 4-(2-chloromercuri-
phenyl)-2,2,5,5-tetramethyl-3-imidazoline-D3-1-oxyl, as well as its complex
with Bn, was previously studied by X-band EPR to obtain correlation times
for macromolecule Brownian diffusion and order parameters for internal
dynamics.
We built a model of labeled Bs, and BsBn complex, and ran a number of full-
atom MD simulations. Both MD and EPR revealed two motional states of the
spin label, one highly ordered, and another flexible in free Barstar. Detailed
analysis of calculated data showed that difference between these two states
was solely due to internal dynamics of the protein. Corresponding azimuthal
order parameters calculated from MD trajectories well coincided with experi-
mental ones, obtained from EPR spectra. It was found that formation of BsBn
complex leads to complete disappearance of disordered state. Experimental ev-
idence (provided by spin labeling) of key features observed in MD trajectories
provide a validation of used parameters and protocols therefore.
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KCNE1 is a single transmembrane protein that modulates the activity of volt-
age gated potassium channels. KCNE1 interacts with KCNQ1 and decreases
the rate of channel activation, increases conductance, and generates a slowly
activating Kþ current critical for cardiac repolarization. Mutations on either
KCNE1 or KCNQ1 genes in E1/Q1 complex can lead to cardiac long QT syn-
drome. Despite the biological significance of the Q1/E1 interaction, its exact
nature is not fully understood yet. In this study, we have used different electron
paramagnetic resonance (EPR) spectroscopic techniques to provide the direct
evidence of binding activities of KCNQ1 with KCNE1. A CW-EPR titration
experiment was conducted on different sites in the C-terminus of KCNQ1
with the addition of WT-KCNE1 to determine the binding mechanism of Q1
and E1. The CW EPR line shape analysis indicates that the motion of the
spin label on Q1 decreases with the addition of WT-KCNE1 and saturates at
molar ratio of 1:3 (Q1:E1). Double electron-electron resonance (DEER) Spec-
troscopy was used to measure distances between the spin labels attached on E1
and Q1 separately in Q1/E1 complex. A DEER distance of 33 A˚ was obtained
between the spin labels at 318th position on Q1 and 106th position on E1 that
provides the direct evidence of formation of a Q1 and E1 complex. These EPR
techniques are very useful for determining the structural model of the Q1/E1
complex.
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University of Campinas (UNICAMP), Campinas, Brazil.Solid Lipid Nanoparticles (SLN) and Nanostructured Lipid Carriers (NLC) are
innovative alternatives in nanoencapsulation with a wide potential for con-
trolled drug release. Dibucaine (DBC) is a potent long-acting local anesthetics
but it is also toxic to the central nervous system. The purpose of this work was
to produce SLN and NLC formulations at pH 7.4 - composed by myristyl myr-
istate (MM) or MM / myglyol in their lipid matrices, respectively, plus Plur-
onic F68 - for DBC delivery, aiming a future application for pain control in the
skin. The lipid particles were characterized by nanoparticle tracking analysis
(NTA) and electron paramagnetic resonance (EPR) with nitroxide spin probes.
The size of SLN and NLC loaded with DBC were 175.67510.69 and 170.675
3.79nm, respectively; no significant changes were detected after DBC addition
(p% 0.05, unpaired t-test). Size distribution, given by the Span value, was kept
below 1, as expected for homogeneous dispersed colloids. EPR spectra of nitro-
xide probes revealed that dibucaine insertion into the nanoparticles below the
fusion temperature of MM increased lipid packing (ihþ1/h0 height ratio) while
the opposite (hhþ1/h0) occurs at 55oC. Moreover, the partition of DBC into
SLN/NLC seems to be a stable process since no hysteresis was observed after
a few heating/cooling cycles. In conclusion, we successfully prepared SLN and
NLC particles containing DBC which, in turn affects their structural properties.
Supported by FAPESP (# 06/00121-9) and CAPES (Brazil).
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Dibucaine (DBC) belongs to the amino amide family of local anesthetics. Un-
like other anesthetic compounds it possesses a rigid, butyl substituted, quino-
linic ring that imposes restrictions to its interaction with membranes. Solid
Lipid Nanoparticles (SLN) has been attracting attention as a promising drug de-
livery system because it combines advantages such as versatility, use of safe
excipients, a wide potential for the controlled drug release of drugs and good
shelf stability. The aim of this study was to develop SLN prepared with cetyl-
palmitate (CP) as the lipid matrix and poloxamer 188 as a colloidal stabilizer to
encapsulate DBC. Nanoparticles were prepared with the high pressure hot ho-
mogenization method and characterized by transmission electron microscopy
(TEM), small-angle X-ray scattering (SAXS) and electron paramagnetic reso-
nance (EPR). The association constant or partition coefficient was measured
(177.025 6.31). TEM images disclosure structures with delineated spherical
surfaces and homogenous size distribution (ca. 250-300 nm), in good agree-
ment with photon correlation spectroscopy data; incorporation of DBC did
not change the morphology and size of the nanoparticles. SAXS data showed
that the lipids in the SLN are organized in a liquid crystal-like structure,
with small amounts of water inside it (the same results were observed in the
SLN loaded with DBC). EPR spectra of 5-nitroxyl stearic acid incorporated
into SLN were compatible with SAXL data and revealed that dibucaine inser-
tion into the nanoparticles changed the lipid packing sensed by the spin label,
decreasing its isotropic signal. In conclusion we have shown that DBC can be
successfully incorporated into SLN, changing its lipid packing without destabi-
lizing the overall nanoparticle structure, indicating that this is a promising drug
delivery system. Supported by FAPESP (# 06/00121-9), CAPES, CNPq.
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The fluorescence dynamic Stokes shift(FDSS)ofW43 in themodel protein GB1,
was measured in both picosecond and nanosecond time domains by combining
Fluorescence Upconversion with Time Correlated Single Photon Counting
(TCSPC). We examined a wide range of pH values (from 8 to 3) where GB1
is known from NMR to be stable. We observe large changes in the nanosecond
lifetimes and DAS; Trp lifetime declines with reduced pH, likely due to differ-
ences in the Trp charge environment. Stern-Volmer plots revealed changes in
Trp exposure. In the picosecond domain, however, a characteristic risetime of
30 ps was seen for GB1 at 375nm. This negative amplitude remains constant
